(c) Overview of the glycosylase activity assay.
(d) Additional density is found near the active-site cleft. The density, too big for a water molecule, might represent the cleaved thymine base (superimposed) diffusing into the bulk solvent. We did not include it in refinement because a thymine base could not easily fit this spherical density.
(e) MBD4 catalytic domain shows minimal enzymatic turnover under the incubation conditions prior to crystallization. FAM-labeled 11-bp GT mismatch DNA (10 µM; synthesized by Sigma with the same sequence as used for crystallization) and MBD4 catalytic domain (2.5 µM or 25% of [S DNA ] as indicated by a dashed line) were mixed in 100 mM NaCl, 20 mM HEPES-NaOH pH 7.0, 1 mM DTT. Samples were taken at the indicate time. Upon treatment with NaOH, reactions were analyzed by PAGE. The smeared bands are due to the presence of 100 mM NaCl. The intensities of the FAM-labeled DNA were measured by Typhoon Trio+ (GE Healthcare) and quantified by the image-processing program ImageJ (NIH). 
